A simple automated method for the determination of lactic dehydrogenase (LDH) activity in serum by the forward lactatepyruvate reaction is presented. Enzyme activity is determined by measuring the fluorescence of DPNH formed after a fixed incubation time. Detailed studies of various parameters of the reaction, reproducibility, and recovery data, and a comparison with two manual methods for LDII are presented.
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TE1HE DETERMINATION of serum lactic dehydrogenase activity (LDH) has proved to he important in the diagnosis of myocardial infarction (1) (2) (3) (4) (5) and helpful in the diagnosis and study of many diverse conditions, most of which have in common necrosis of tissue (1, 6 The amount of sample aspirated can be aried over wide limits, yielding a family of usable curves (Fig. 3) . The smallest amount of serum, 0.1 ml./min., was selected because it yielded the lowest serun blanks.
Materials and Methods

Substrate
Substrate concentration is not critical, as shown in Fig. 4 A plot of enzyme activity iii relatioll to time is obtained (Fig. 7) . In the figure, the incubation time of tile automated method is located on the initial, relatively linear portion of the curve. Linearity can be improved by increasing concentration of hydroxylamine in the substrate from 0.01 to O.IM.
Application of the Method Daily Run
A sample daily run is shown in Fig. 8 . Each day's run is preceded by three standards from which a daily calibration curve is prepared.
Serum Blank
The serum blank of Fig. 9 is obtained by substituting buffer for lactate substrate.
it is the same run as shown in Fig. 8 . The fluorescence of tile serum blanks are from 5 to 9 chart divisions, a spread of 4 chart divisions.
This spread is about 10% of the average test peak. The standard blanks are similar in height to the serum blanks. Better correlation with the reference methods were observed in plotting Fig. 10 and 11 if the serum and standard blanks were not subtracted from their respective (Same run as shown in Fig. 8.) test peaks. The three fiuidings noted above would suggest that the procedure may be simplified by omitting serum blank determinations.
Serum Sample Stability
Tile stability of LDH in serum at differeiit storage temperatures was deterniiiied by dividing a well-mixed pool of fresh serum into three sets of aliquots. One aliquot was kept at room temperature and one at 4#{176}; the third was frozen. The illitial value for the serum pooi was 330 U./ml. Each aliquot was determined, iii duplicate, daily, for 2 weeks. The results are given in Table 1 . The i-ise in value after storage at 25#{176} for 2 weeks is due to bacterial contanlination. Table 1 
Reproducibility
The reproducibility of the method during each run is shown in Fig. 12 at two different levels of Li)H activity. Over a period of 1 week, reproducibility as given by the coefficient of variation is approximately 5% (from Table 1 
